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DECLARATION UNDER 37 CFR 1.132 

I, Alexander Domling, declare as follows: 

1 . I am the Inventor on the above-Identified patent application (referred to 
below as the patent application"). I earned a Ph.D. degree In Chemistry from the 
Technical University In Munich In 1993. Subsequently, I was Vice-President Chemistry 
of Morphochem AG until 2003 and then In 2004 co-founded R&D Blopharmaceuticals 
GmbH. I am currently Associate Professor of Pharmacology at the University of 
Pittsburgh. 

2. The following experimental work as detailed in paragraphs 3 through 5 
below were conducted by me or persons working under my direction. 

3. Preparation of tubulysin-PEG corrugate compounds 
Tubulysln-PEG conjugate compounds of natural tubulysln A and 

polyetriyleneglyocol (PEG) were prepared as described h Example 1 of the patent 
application. The PEG reagents had molecular weights of 6kDa, 1 0kDa, 20 kDa, 35kDa 
and 40kDa as specified in Tables 1 and 3 below. 
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All tubulysln-PEG conjugate compounds were characterized by HPLC-MS 
studies. 

4. Solubility tests 

It vras found that the prepared tubulysin A-PEG conjugate compounds exhibited 
an increase in solubility in Na phosphate buffer (10 mM) pH 5-7 and in Na phosphate 
buffer (10 mM) pH 8 between 10-40 fold In contrast to Tubulysin A atoms. Results for 
tubulysin A-PEG conjugate compounds are set forth in Table 1 below. Results for 
natural tubulysin A (not conjugated) are set forth in Table 2 below. 

Table 1: Thermodynamic solubility (25°C, mg/l) of Tubulysin A - PEG conjugated 



compounds In different b 




Solvent 


Tubulysin A-PEG 
conjugate compound 


Solubility 


Na phosphate buffer (10 
mM) pH 5-7 


TubuA-Peg BkDa 


1.1 mg/ml 


Na phosphate buffer (10 
mM)pH8 


TubuA-Peg6kDa 


6.5 mg/ml 


Na phosphate buffer (10 
mM) pH 5-7 


TubuA-Peg 35kDa 


3.2 mg/ml 


Na phosphate buffer (10 
mM)pH8 


TubuA-Peg 35kDa 


18.5 mg/ml 


Na phosphate buffer (10 
mM) pH 5-7 


TubuA-Peg 40kDa 


4.6 mg/ml 


Na phosphate buffer (10 
mM)pH8 


TubuA-Peg 40kDa 


24.1 mg/ml 
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Table 2: Thermodynamic solubility (26'C, mg/l) of Tubulysin A (not conjugated) In 
different buffers. 



Solvent 


Solubility 


Na phosphate buffer (10 

mM) 

pH5-7 


0.1 mg/ml 


Na phosphate buffer (10 

mM) 

pH8 


0.6 mg/ml 



5. Cell data 



The tubulysin A-PEG conjugate compounds identified In Table 3 below were 
tested in an acid phosphatase assay for activity against human cancer cell lines of 
MCF7 and KB-V1 the table below. The protocol of the acid phosphatase assay was as 
described in Yang, T.T., Sinai, P., Kaln, S.R. (1996) Anal. Bfochem. 241: 103. 

Table 3: IC50 values [ng/ml] of various Tubulysin A-PEG conjugate compounds against 
different cancer cell lines. 



Tubulysin A-PEG 


MCF7 


KB-V1 


conjugate compounds 


lC50[ng/mQ 


IC-50 [ng/mf] 


TubuA-PEG ester 6kDa 


9 


8 


TubuA-PEG ester 
35kOa 


18 


19 


TubuA-PEG ester 


24 


28 


40kDa 






TubuA-PEG amide 


13 


18 


10kDa 
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TubuA-PEG amide 



27 



33 



40kDa 



TubuA-PEG phenol 
ester 10kDa 



7 



6 



TubuA-PEG phenol 



19 



34 



ester 40kDa 



6. I declare that all statements made herein of my own knowledge are true 
and that all statements made on information and belief are believed to be true; and 
further that these statements were made with the knowledge that willful false 
statements are punishable by fine or Imprisonment or both, under §1001 ofTWe 18.of 
the United Slates Code and that such willful false statements may jeopardize the 
validity of the application of any patent issuing therein. 
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